Z probe pairs were designed to target specific BRCA1 and BRCA2 alternative isoforms, so that RNAscope could be used to detect and compare the associated expression levels between variant carriers and controls. These site-specific oligonucleotides are each detectable in separate colour channels, referred to as C1 (conjugated to Alexa 488 -Green) and C2 (conjugated to Alexa 550 -Red).
Cytocentrifuge (Shandon Scientific, Cheshire, UK) at 800 RCF for 20 minutes, and then air dried.
Slides were prepared for pre-treatment with four consecutive 5 minute ethanol incubation steps at room temperature (50% ethanol twice, followed by 70% and 100%). Slides were subsequently dried at 37°C for 30 minutes in a HybEZ TM oven (AcdBio). All following incubations were completed in the HybEZ TM oven in a humidity control tray to prevent the samples drying out. Cell spots were circled with a hydrophobic barrier pen to contain treatments and hybridisation mix across the cell spread. Pretreat 3 solution was then added, covering each cell spot entirely, before incubation at 40°C for 30 minutes. Slides were washed in PBS prior to probe hybridisation.
Probe hybridisation and slide mounting
Gene-specific C1 and C2 probes were incubated at 40°C in the HybEZ TM oven for 10 minutes, then left to cool to room temperature before mixing at a 1:50 ratio. The prepared probes, and those provided for the positive and negative controls, were pipetted onto their respective samples to completely cover the cells, prior to hybridisation in a two hour 40°C incubation.
Four 40°C incubation steps followed to consecutively hybridise several amplifiers to these probes. Each sample slide (including controls) was first incubated with AMP 1-FL for 30 minutes, followed by AMP 2-FL for 15 minutes, AMP 3-FL for 30 minutes and AMP 4-FL for 15 minutes. Each of these hybridisation steps alternated with a washing step involving two sequential 2 minute incubations at room temperature in fresh wash buffer. Cells were then counterstained with DAPI via a 30 second incubation at room temperature. Anti-fading solution (2 mg/mL p-phenylenediamine (Sigma-Aldrich, New Zealand) in 80% glycerol pH 7.8 (ice cold solution)) to prevent photo-bleaching was then applied as the mounting medium before a cover slip was immediately placed over the cells on each slide. Delta  11  Total  TRITC FITC  TRITC FITC  1  10  5  5  5  10  0  2  2  0  2  2  0  3  3 1  22  7  3  3  4  7  3  1  1  2  3  23  7  1  1  6  7  4  2  2  2  4  24  7  1  1  6  7  5  6  6  0  6  25  29  8  8  21 Total  TRITC  FITC  TRITC  FITC  1  2  0  0  2  2  1  1  1  0  1  2  5  5  5  0  5  1  1  1  0  1  3  1  1  1  0  1  1  1  1  0  1  4  1  0  0  1  1  1  0  0  1  1  5  2  0  0  2  2  3  2  2  1  3  6  4  4  4 
